. If it is not po3sible to dispatch the sample immediately, it should be stored at either 40 or 36°C., as the survival time of T. vaginalis is longer at these temperatures than at room temperature. However, the storage temperature is of no practical importance when the transport time is less than 24 hrs (Nielsen, 1969) .
MICROSCOPY AND CULTURE
On receipt of the samples in the laboratory the swabs are warmed to 36°C. First the culture medium (Diamond's substrate (Diamond, 1957) ) is inoculated by means of the swabs, and then the remainder of the secretion is rubbed on to a drop of saline on a slide and examined at once under the microscope (direct microscopy). Phase-contrast microscopy is used at a magnification of x 320. The cultures are examined after incubation at 36°C. for 3 and 6 days, using microscopy of wet preparations.
DETERMINATION OF SENSITIVITY TO METRONIDAZOLE IN VI TRO
Two-fold dilutions of metronidazole in Diamond's medium without addition of agar are used in the sensitivity determinations. The concentrations of metronidazole used range from 0-25 to 8 ,ug./ml. and occasionally up to 32 ,ug./ml. Two series of tubes with metronidazole dilutions and two control tubes are set up for each strain. When a new batch of medium is used, two strains with known sensitivity to metronidazole are included as controls. Each tube in the dilution series is inoculated with 0-5 ml. of a 24-hr culture; for the strains studied this corresponds to about 2-5 x 105 cells (Nielsen, 1969 group.bmj.com on October 28, 2017 -Published by http://sti.bmj.com/ Downloaded from number of positive samples decreases as the total number of samples increases. As the majority of samples are sent in without any clinical information, it has not been possible to divide them into diagnostic samples and those taken as a test of cure after metronidazole therapy.
Another factor of importance is that the number of samples from men has increased so much during recent years that this will affect not only the relation between the positive findings obtained by microscopy and those found by culture, but also the total percentage of positive findings. On an average only 1 to 2 per cent. of samples from men were found to be positive, and only about one in six of these were discovered by direct microscopy.
PRESENCE OF YEASTS
In cultures of samples taken for demonstration of T. vaginalis there is often a growth of yeast cells. Table II shows the incidence of yeast cells in samples which proved to be positive on culture and in those which proved to be negative for T. vaginalis. It can be seen that yeast cells were much more common in samples which were negative for T. vaginalis. (Trussell, 1947;  Burch and others, 1959a) . The highest incidence is found in women attending VD clinics, and in those who congregate in environments in which promiscuity is accepted. Among patients attending the Dermatovenereological Department of the Marselisborg Hospital, Aarhus, Denmark, direct microscopy revealed trichomoniasis in 47 per cent. of samples from 292 women (Bundgaard, 1965) . In other studies of women with vaginal discharge and/or vaginitis, T. vaginalis has been found in between 23 and 49 per cent. of samples, while in contrast the organism was found in only 1 to 15 per cent. of women without symptoms (Kucera, 1957) . Apart from known contacts of infected women, the incidence in men is lower (from 2 to 30 per cent.) being highest in a group of patients with non-specific urethritis (Bauer, 1957) . Among male consorts of women with trichomoniasis, the organism has been found in from 18 to 76 per cent. of cases (King, 1964 There was a significant difference between the incidence of yeasts in the samples which were T. vaginalis positive and those which were negative (Table II) , and with some reservations this might be taken as evidence that many of these latter samples had been taken as tests of cure after metronidazole therapy (Beveridge, 1964; Clark and George, 1966) . However, the incidence of yeast cells in the samples which were negative for T. vaginalis is of the same order as that reported in other groups, whether or not these consisted of women with or without genital infection (Mardh, Stormby, and Westrom, 1971 (Whittington, 1957) , and it is also possible that drops of infected urine sprayed up onto the toilet seat during defaecation may act as a source of infection (Burgess, 1963) . Finally, the literature contains reports of newborn babies which had been infected during delivery, and of small girls infected by means of wash cloths and suchlike (Littlewood and Kohler, 1966; Blatmer, 1967) . It is noteworthy that the graphs of the age distributions (Fig. 2) for women with gonorrhoea and trichmoniasis are quite different (Lind, 1973) ; the occurrence of numerous cases of trichomoniasis in the years around the menopause is particularly remarkable.
Metronidazole is still the treatment of choice in trichomoniasis, giving a cure rate of about 90 per cent. It is generally non-toxic, and side-effects are rare. It has no action against gonococci, Doderlein's bacilli, yeasts, and a number of dermatophytes (Cosar, Ganter, and Julou, 1961) . The possibility that metronidazole might have a therapeutic or masking effect in syphilis was investigated by Wilkinson, Rodin, McFadzean, and Squires (1967) , who found that undiluted serum from eight patients receiving treatment with metronidazole was capable of immobilizing Treponema pallidum (Nichols pathogenic strain) in vitro. The serum concentration of metronidazole was 5 0 ,ug./ml. or more in six of these cases. They treated one patient suffering from primary syphilis with the dose of metronidazole normally employed in trichomoniasis (200 mg t.i.d for 7 days), but found that there was no evidence of healing of the lesion, and dark-field microscopy continued to reveal motile Treponema pallidum. In contrast, Davies (1967) found that high doses of metronidazole (2-4 g. daily for up to 9 days) caused local healing and disappearance of the treponemes in six patients with secondary syphilis (condylomata lata). In three of these patients the serum concentrations of metronidazole were found to be 44*1, 61-5, and 72-5 [Lg./mi., while the serum concentrations in patients treated with standard doses of metronidazole are in the region of 5 ,tg./ml. (Jennison and others, 1961; Kane and others, 1961) . The authors concluded that it was improbable that metronidazole used in standard doses would be capable of masking syphilis. However, as the metronidazole content of the serum might invalidate the Treponema pallidum immobilization test, it is inadvisable to administer metronidazole therapy to patients in whom syphilis is suspected.
Hohm and Mobacken (1972) tested the effect of metronidazole in different concentrations on Treponema pallidum (Nichols) in vitro and in vivo in rabbits. They demonstrated immobilization of spirochaetes at concentrations of 10 ,Lg./ml. and higher, but they found no effect below 1 ,ug./ml. As this immobilization is not complement-dependent, it cannot be mistaken for a specific TPI antibody reaction. Experiments in rabbits with syphilitic orchitis failed to disclose any effect of parenteral metronidazole on the spirochaetes. The highest dose administered was about [2] [3] [4] [5] (Forsgren, 1972) , as the serum used as part of the Diamond's medium in the sensitivity determinations was heat-inactivated (Diamond, 1957) .
The MIC for six strains was higher than 4 ,ug.ml.; four strains required 8 ,ug. 
